A cytogenetic variant at chromosome 15q24-26 associated with anxiety disorder has been previously identified. 1 It showed a number of interesting features, including somatic and germline mosiacism, non-linkage to neighbouring genetic markers and non-Mendelian inheritance. However, a recent report from a laboratory in Salisbury has failed to replicate these findings, and did not demonstrate this cytogenetic variant among 16 patients and 40 controls, including three previously verified as DUP25 positive by Gratacos and co-workers in Barcelona. 2 Another study using multicolor FISH has also failed to confirm the presence of DUP25. 3 In light of this difference, and of the potential clinical importance of DUP25, we have developed a direct assay for DNA dosage at three loci within the DUP25 region using multiplex amplifiable probe hybridisation (MAPH). 4 MAPH has been used to reliably detect dosage at several loci, including DMD and subtelomeric regions of chromosomes. 5, 6 The three MAPH probes made for DUP25 analysis map to three sequence-tagged sites that were used to verify clone assembly in the original DUP25 investigation. They were WI-7231 (DDBJ/EMBL/Genbank accession number G06467, final exon of CRABP1), WI-7494 (accession number U30227, intron 6 of NTRK3) and WI-1407 (accession number G05361, intron 4 of RPS17). The probe WI-7494 maps to NTRK3, which, by using two DNA-based dosage methods (Southern blot quantification and quantitative-PCR), was used to study DUP25 dosage in the original investigation. 1 These three probes were integrated into a MAPH subtelomeric probe screening set, 6 which acted as a reference framework in which each probe shows a copy number of 2 per diploid cell. We analysed 12 samples that had been typed cytogenetically for DUP25, 15 normal controls and one trisomy 15 positive control ( Table 1) . The values are normalised to control samples so that the normal diploid dosage will be reported by a value of 1.00, with heterozygous duplication reported as 1.5. Owing to the mosaic nature of DUP25, values between 1.0 and 1.5 would reflect the mosaic nature of the DNA preparation. For example, DNA derived from a patient with 50% somatic mosaicism would have an expected value of 1.25. The values shown are mean of several replicates795% confidence intervals; multiple measurements were made in order to minimise experimental noise and maximise mosaicism detection sensitivity. However, at low %DUP25 mosaicism, the power to detect any duplication by MAPH weakens. Table 1 shows that all three probes detect a duplication (copy number of 3) for the trisomy 15 positive control, and reported diploid dosage of 2 for all normal controls. . Although further work would be needed to confirm it, this probe may be reporting a small duplication that is not detected by the other probes, but which is clearly unrelated to DUP25. In summary, our evidence from MAPH analysis fails to confirm any DNA copy number change at three loci mapping to the DUP25 region at 15q24 -26 in patients previously shown by cytogenetics to have DUP25. There are two possible reasons for this discrepancy: either the DUP25 cytogenetic change does not involve a corresponding alteration of DNA copy number, or the cytogenetic appearance reported as DUP25 is not a consistent change in chromosome structure, but is an experimental artefact.
